Supplementary
Analysis of a non-specific band generated during agarose gel electrophoresis of HTT PCR product. Genomic DNA from HEK293 cells (controls from Cas9 experiments, see Fig.  1C ) was amplified using Phusion High-Fidelity PCR Master Mix with primers HD1F and HD1R spanning CAG repeats in exon 1 of the HTT gene. The two-step PCR amplification program was used as follows: an initial denaturation at 98°C for 3 min; 12 cycles at 98°C for 15 s, 72°C for 15 s; 21 cycles at 98°C for 15 s, 62°C for 15 s, and 72°C for 15 s; and a final elongation at 72°C for 5 min. PCR products were purified using the GeneJET PCR Purification Kit. 400 ng of the purified PCR product (1), PCR product after T7E1 annealing reaction (2) or PCR product after denaturation at high temperature (3) and formamide (4) were separated in 1.3% agarose gels and detected using G-BOX. Two gels represent two independent experiments. The main product (~ 305 bp) is indicated with an arrowhead. Faster migrating bands are secondary structure forms of the main product (marked with a star) and their contribution is significantly reduced after denaturation of a sample directly before gel electrophoresis. ATG GCG ACC CTG GAA AAG CTG ATG AAG GCC TTC GAC GCA GGC ACA GCC GCT GCT GCC TCA GCC GCA GCC GCC CCC GCC GCC GCC CCC GCC GCC ACC CGG CCC GGC TGT GGC TGA GGA GCC GCT GCA CCG ACCAAAG AAAGAACTTTCAG…
The sequence targeted by
The sequence removed from exon 1 of the HTT gene by paired Cas9 nickases is highlighted in red and the nucleotides directly flanking the Cas9n-induced nicks are underlined and indicated in bold. As a result of the CAG repeat excision and frameshift mutation, a TGA STOP codon is generated (highlighted in yellow). The intronic sequence is indicated in blue.
